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A -~—~Aplysia extraretinal photoreceptor (ERP) cells ﬁz, LRl7, and VPN were used
éﬁlﬂ as models of phototransductions The early steps of light transduction in
Rats Aplysia ERP cells are very simi}ar to those proposed in the calcium scheme for
vertebrate rod outer segments. —Xhe effects of clolinesterase inhibitors and
i‘i‘ their antidotes on photoresponses in Aplysia ERP cells were investigated by
o electrophysiological methods.
:-i3 Bath application of diisopropyl fluorophosphate (DFP), a potent irreversiblg
Ll organophosphate-type cholinesterase inhibitor, consistently decreased the maxi-
, mum amplitude of the photoresponse elicited by flashing a light on Aplysia ERP
93;: cells. DFP did not change membrane resistance, nor did it change the reversal
o potential for the photoresponse. -Physostigmine, a reversible carbamate-type
tfzf cholinesterase inhibitor, depressed both photoresponse amplitude and membranc
:}} resistance._ Attenuation of photoresponse was dose-dependent with both DFP and
Rt physostigmine and wa%:ggmpletely reversed by washing out the drugs. Physostig-
- mine was less potent. oth drugs caused depolarization of the resting membrane

‘ﬁvﬁ, potential (RMP). Pyridostigmine, another reversible carbamate-type cholines-

;55% terase inhibitor, had no effect on photoresponse or membrane resistance at five
D™ times the concentration used for physostigmine. Bath application of carbachol,
: ?x which would mimic a buildup of acetylcholine (ACh) following cholinesterase in-
g hibition, caused a persistent hyperpolarization of the RMP. Carbachol caused
attenuation of both photoresponse and membrane resistance., Previous studies

*t*ﬁ have shown that DFP inhibits Na, K-ATPase. Depolarization after treatment of
RN ERP ceclls with 1073M ouabain, suggests that this depolarization is not caused by
t;i: Na pump inhibition. The muscarinic ACh receptor antagonist atropine blocked the

BN photoresponse attenuation caused by DFP. Atropine did not block the attenuation
“ of photoresponse and membrane resistance caused by physostigmine and carbachol.

Calcium-free, high-magnesium sea water, which blocks release of ACh and other

neurotransmitters, did not block the attenuation of photoresponse cause by DFP.

The effects of DFP are reversible, and different from those of physostig-
mine and carbachol. Calcium-free sea water did not block DFP's effects. These
results suggest that the effects of DFP on ERP cells are not due simply to a
e buildup of ACh at synapses subsequent to cholinesterase inhibition. Atropine's
block of DFP's effects might be caused by competition for binding sites

A &(
-",.% .
A s
)‘..

>

L0y
l,‘,‘
A‘-'

el
R A s
b\.‘l_‘ .

[}
!

4'|
ol o L L]
LISV A S NN

sLrEAN

_%‘-ﬁ‘-‘t\

B
L
U

PN

e

By
v

Ay
: }' ." P d

UNCLASSIFIED
SECURITY CLASSIFICATION OF THIS PAGE/When Data Entered)

4

‘*A:'{'

&

ai's

L TEYR LS RS
N -‘:(?L“ 18 )y



O e e
A

-

O
»

A "-"J"'_, )

v o ot

ACKNOWLEDGEMENTS

The author thank< Steve Stringer and Geraldine Fields for their technical
assistance, Drs. Albe-t W, Kirby, Jim E. Fulbrook, and Thomas H. Harding for
their valuable critical comments and suggestions regarding the manuscript, and,
most of all, Wanda Norton, for her skillful typing, patience, and unfatling
good humor during the typing and numerous revisions of this report.




N
)
K
::9, TABLE OF CONTENTS
B
o
A .
3 ‘: PAGE NO
aﬁ List of Figures . ¢ o & ¢ ¢ o o o o o o o o o o o s o s o o s o » o 2
B
List 0of Tables . & ¢ ¢ ¢ o o « o o o o 2 o ¢ o o o » a o o o o & & 3
e
O )
& Introduction o o o o o o o o o o o 5 o o s o o s s s e e o o s & e 5
&% Materials and Methods . . & ¢ & ¢ ¢ ¢ ¢ 4 ¢ ¢ o o o o o ¢ o o o o 8
‘l!a
RESULES v 4 o 4 o o ¢ o o o o o o o o o o ¢ o o o« o o o o o & o o o 11
o R
.- Basic Light ResSponse . « ¢ « o o ¢ o o o o s o o s 2 o o o o » o o 11
e
. Effects of DFP on the PhotoresSponse . « « « o o o o o o o o o o i2
) .
Effects of DFP on Resting Membrane Potential . . . . . . . . + « . 13
[}
!;ﬁ Effects of DFP on the Reversal Potential . . « ¢« ¢« « ¢ o ¢ ¢ ¢ o & 14
A
;ﬁ: Effects of Physostigmine and Pyridostigmine . . . « . « .« &« ¢ « & 16
ANy
Effects of Carbachol . . + &« ¢« ¢ ¢ ¢ ¢« ¢ ¢ o o ¢ o o o o o s o s o 18
:: Effects of Cholinergic Blocking Drugs . « ¢ ¢ o« &+ ¢ ¢ o ¢ o o+ & & 20
A
>
> Effects of Calcium-Free Sea Water . . « ¢« o & o« s o o o o o s o 26
-
%
Dose-Dependent Effects of Various Treatments on Photoresponse,
:ﬁﬁ Membrane Resistance, and Resting Membrane Potential . . . . . . 28
o
'*' Di.SCUSSion e & e e ® e 8 6 8 s & 6 e e s s 8 e S + 8 T o & ¥ * v s o 32
a0
B Conclusions . & & o ¢ o o o o o o o ¢ o o o 2 o a2 6 8 8 s e s s e 34
v RefETenceS o o o o o o o o o s o o o o o o o o s « s o o o o o o o« 35
%
&
) Appendix — List of Manufacturers . « « « o« « o« o ¢ o o o o o o &+ « « 38
K
ot
)
"
'« -
S
P 1
e
>
Y
}'\;s'%"*.; BRI :'-’%'_::‘-;‘,-('-' '-f-“-.;-.;,:.j,*.;\;i{“s;:..::"\:.\:,\.“Q’:\jx:ﬁ-"\?‘.:; "r‘.;m.':_\‘--.;\;\:-."\: ISR -:: LSRR R




W

l. .
v
h‘

N
o

!
A R T, TG
B WY () KaXh

FIGURE NO.

1

19

11

12

13

LIST OF FLGURES

Proposed Schemes for Photochemical Transduction
in Rod Quter Segments « « o « « o « o ¢ o o o o«

Photochemical Transduction in Aplysia
Extraretinal Photoreceptors .« « « « « o« o« o« o &

Aplysia californica with Extraretinal
Photoreceptor Cell Locations . . . . . « o« &+ .

Experimental Apparatus for Electrochemical
Recording « o o o« ¢ o o o o o « o o o o o s o o

Photoresponse in Extraretinal Photoreceptor
Cell VPN . . & 4 o v o v o o o o o o o o o o &

Effects of DFP on Photoresponse and Membrane
Resistance . o« o o « o o o o o o o o o o o o &

Effects of DFP and Ouabain oun Resting Membrane
Potential and Photoresponse . « « « o o « o o &

Effects of DFP on the Reversal Potential . . .

Effects of Physostigmine on Photorespounse and
Membrane Resistance . . . ¢ ¢« ¢ ¢« o ¢ o o o &

Dose—Response Relationships for Attenuation
of Photoresponse by DFP and Physostigmine . . .

Effects of Pyridostigmine on Photoresponse
and Membrane Resistance . . . . ¢« « « ¢ & o o+ .

Pyridostigmine Did Not Block the Attenuation of
Photoresponse Caused by DFP ., . . . . « . « . .

Effects of Carbachol on Resting Membrane
Potential, Photoresponse, and Membrane
Resistance . ¢ ¢ o ¢ o o o o o o o o o o s o o
Curare Alone Did Not Depress the Photoresponse

Atropine Did Not Affect the Photoresponse ., . .

Curare and Atropine in Combination Did Not
Affect the Photoresponse . . « « o« « o« o o » &

" . " . P T "
IRGCRCR U Ng
N

PAGE NO.

10

12

14

15

16

17

18

19

20

21

22

23




'ﬁ? . 0 .
Y
ety
W
&9
N
g LIST OF FIGURES (CONTINUED)
e"!!
o FIGURE NO. PAGE NO.
;(j- 17 Curare Did Not Prevent the Attenuation of
;}§ Photoresponse Caused by DFP . & v & v & 4 o o = o« o o 24
18 Atropine Blocked the Attenuation of Photoresponse
;ﬂ - _ Caused by DFP . ¢ & &« 4 ¢ v 4 o o o o s s o s s o o o « 25
2
;5 19 Atropine, But Not Curare, Greatly Decreased the
! $ Attenuation of Photoresponse Caused by DFP . . . . . . 26
i".
20 Atropine Did Not Block the Attenuation of
A, Photoresponse and Membrane Resistance Caused
%? by Physostigmine . « ¢ v ¢ ¢ ¢ 4 4 4 4 4 e e e e e . s 27
)
f, 21 Atropine Did Not Block the Attenuation of
A Photoresponse and Membrane Resistance Caused
by Carbachol . « ¢ ¢ 4 ¢ & & ¢ 4 o o« ¢ ¢ s o s s o o 28
el .
X 22 Calcium-free, High-magnesium Sea Water Did Not
‘ﬁtg Prevent Attenuation of Photoresponse by DFP ., . . . . . 29
O
i +
> LIST OF TABLES
K<
SN
s TABLE NO. PAGE NO.
i) 1 Effects of Treatments on Photoresponse and
o Membrane Resistance « . + & ¢ v ¢« o ¢« 4 v o ¢ v o o o o @ 30
[/ p\{
‘.i
‘fﬁ; 2 Effects of Treatments on Resting Membrane
W3 Potential . & v v & v ¢ vt 4 e b e e e e e e e e e e e 31
I
v
N
-'{J.
o~
a >
o
x:\
Pec) f‘.'
N
N
-
R I*‘l
S
) 3
i
o
l')
‘)

\- h ) "c-'A "‘ I o, O . y.\\ « ’\ ‘\ - ,"
VO -'hxl, u‘l.a”‘..u’u\.‘ma. iy

.)..fxln&,_\




" a . ~ . : ey

o)
.q L

AN

<.
N
Losde

INTRODUCTION
>

™ [he possibility that organophosphate (UP) nerve agents may be used on
o .. . - - ,
:QQ the battletield is an ever present threat to our combat forces. Thewe agents
;ixfw cause death at high doses by respiratory depression and cardiovascular col-
*::a; lapse. At lower duses, they cause impairment of function in many bodily sys-
o ; - ; e s . T
N tems, including the visual system. Existing antidote and pretreatment prop-

arations also depress function in these same systems. Therefore, there is an
urgent need for antidote and pretreatment preparations less likely to ipcapac-
itate the soldier, Further information about the mechanism of action of these
agents on nerve cells is essential for successtul design, selection, and eval-
uation of better drug preparations.
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The accepted mechanism whereby OP nerve agents cause dvstunction and
death is by iunhibition of acetyicholinesterase (AChE), resulting in accumu-
lation of acetylcholine (ACh) at receptor sites and subsequeat exaggeration
of the normal response to ACh., However, AChE inhibitors alsc have effects on
cholinergic systems which do not appear te be due solely to AChE inhibition
and ACh accumulation (Carlson and Dettbarn, 1983; Fossier, Baux, and Tauc,
1983), including direct eftects on ion channels (Albuquerque, et al.,

1934). OPs have, in addition, siguiricant effects on noncbol‘nerx‘ systems,
including those utilizing catecholamines, scrotonin (Fernaundo, Hoskinus and io,
1983), or GABA {(Sivam et Ei" 1983) as transmicters.

a
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The well-known effects of OFfs [n the visual system (pupiilary constric-
tion and spasm of accommodation) are what would be expected from AChE inhibi-
tion,  AChE inhibitors cause disruption of function at other Llevels of the
visual system (Harding, Wiley, and Kirby, 19%3; Harding, Kichy, and Wiley,
i¥-H including the retina (Von Bredow, Bay, and adams, 19/1). These actions
on t.v visual system may well involve other actions besides AChE inhibition.
The etteets ot AChi inhibitors on photoreceptors have not been studicd pre-
viously,

a

An electrouphysiological investigation thevefore was couducted to study
"he etiects on pnotoreceptors of the Lrreversibie organophosphate AChE innhi-
bitor diisoupropyl tluorophosphate (DFP), the veversible carbamace AChE inhi-
biters physostigmine and pyridostigmine, and antidate drugs sucn as diazepmm
and Lhe cholinesterase reactivator, 2-Pait. The identified neurons ol Aplvsia
wnich have been designated R, (Frazier ot il 1967, LPly (Rayport, Ambron,
nwid Babiarz, 19%4), and VPN {Andresen and Brown, 197Y) were used as a medel
svstens These cells have well-charactercized propertices and can be itdentified
La every animai. ALL three neurons are extracetinal photoreceptor (ERP) celis
vBrown, Brodwick, and katon, 19/7/7; Andresen and drown, 19/79) which produce
nvperpolarizing respons.es to flashes of light,

.
:::" .. \plysia HERP cells bhave o photochemicad transduction mechanism that is
;::3 51010 Lo the ealeium scheme proposcd by Yoshikami and ltagias (1971) tor

f\i; sertebrate rod outer sesments (ROS) (Fipjure 1), There is considerable experi-
.:}" mental cvidence supporting both the caleium scheme and & scheme implicating

cvelie GMP oas an internal wessenger (Hubbell and Bowndes, 19/79).  Recently

W T ‘e PRI . - - A - D e P T R TR S . ,.,..
A .f'_.'&.' 'N"‘ ~' oo ._f\ AT S B .,1,-.".- ’ ».“-\. 4- SRS
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Fatt (1982) has proposed a mechanism incorporating both schemes. Photochem-
ical transduction in Aplysia ERP cells (Figure 2), like that in the calcium
scheme for vertebrate ROS, involves the sequence of light absorption, chromo-
phore transformation, and internal transmitter release from an intracellular
calcium-sequestering organelle. Calcium release in turn provides the linkage
to the output mechanism which is a change in membrane conductance (Andresen
and Brown, 1Y82) causing hyperpolarization of the cell membrane. In Aplysia
ERP cells, calcium is released from intracellular organelles called lipochon-
dria, and activates a class of potassium channels in the cell membrane; where-
as in vertebrate ROS, calcium is released from disks and inactivates the
sodium "dark current” channels. Although the effect on ionic conductance is
different in the two systems, the result is a hyperpolarizing photoresponse
in both cases. The parallels in mechanism between the highly-specialized
vertebrate ROS and the simple Aplysia ERP cells suggest that the basic
phototransduction scheme is fundamentally similar in these two phylogeneti-
cally distant cases.

DARK LIGHT

_,,hz/
m— ] e
A GMP
‘ *PO /g N GMP g C
a -JNa
;y F"34‘/

* cyclic GMP dependent
phosphorylation of JNa mechanism

CO+* NO*

gNa

FIGURE 1. Two Proposed Schemes for Photochemical Transduction in Vertebrate
Rod Outer Segments. A, Illumination causes degradation of cyclic
GMP, followed by sodium channel dephosphorylation and closure.
B. Calcium is released from discs By illumination, causing closure

of sodium channels.
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FIGURE 2. Photochemical Transduction in Aplysia Extraretinal Photore-
ceptors. Illumination causes release of calcium from lipochondria.
Calcium ions, in turn, activate potassium channels in the cell
membrane.

This preparation should yield valuable information relevant to photo-
receptors in general. A further attractive feature of Aplysia ERP cells
is that they are well-defined cholinergic cells (Kehoe, 1972; Carpenter,
Swann, and Yarowsky, 197/; Kandel et al., 1967). Because of their large
size, accessibility, and durability, and because their biophysical propertics
are well characterized (Marmor, 1975), these cells are particularly advanta-
geous for electrophysiological and biochemical investigations of drugs at-
tecting cholinergic function.

The objectives of this investigation were twofold. First, to study the
efrects of AChE inhibitors and of antidote drugs on the photoresponse of
Aplysia ERP cells; and second, to contribute to a data base which can be

used to assist in the design of more effective antidote and pretreatment druy
preparations.
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MATERIALS AND METHODS

Identified ERP cells in isolated ganglia of the marine mollusk Aplysia

californica (Figure 3) were used in this {nvestigation.

Animals were ob-

tained from Pacific Biomarine Laboratories*, and from Marinus, Inc.*. Data

are reported from 39 animals each weighing 150-300 grams.
tained in a sea water aquarium at
*See Appendix.
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FIGURE 3.
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Animals were main-

15°C and fed seaweed or lettuce on alternate
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Aplysia calitornica With Extraretinal Photoreceptor Cell
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days. The animals were anesthetized by injecting 30 cc of IM MgCl, into the
body cavity and ganglia containing ERP cells were removed. This dissection,
as well as all subsequent manipulations of the ganglia, was performed under
dim red light (wavelength greater than 620 nm) {n order to keep the cells
dark-adapted., The ganglia were pinned in a clear acrylic chamber which al-
lowed continuous perfusion of tluid over the ganglia during electrophysio-
logical recording. The temperature of the fluid in the chamber was maintained
at 17°C. The preparation was viewed through a steccomicroscope to allow di-
rect visualization of the cells during impalement with microelectrodes.

The experimental apparatus (Figure 4) consisted of a standard two-
electrode arrangement (Apland, 1981). Microelectrodes were 3M KCl-filled
glass micropipettes with tips approximately | um in diameter. The voltage-
sensing electrode, which was used to monitor membrane potential, was con-
nected via a unity-gain differential preamplifier to an oscilloscope and an
oscillographic recorder. The current-injecting electrode, which was connected
to a constant-current source, was used to control resting membrane poteutial
(RMP) and to inject current pulses for measurement of membrane resistance.
Once impaled, cells were usually viable for up to 48 h.

The light stimulus used to elici: photoresponses from the ERP cells con-
sisted of a xenon arc lamp which divec.ed Light through a fiber optic bundle
to the preparation, where it was focused into a 3.4 mm diameter spot with a
microscope objective lens. Light was riltered to the optimum 500 nm wave-
length (Andresen and Brown, 1982) using . interference filtzr with 50 nm band

Fitters
,_H_\ Shutter
Xe Lamp —e~ Ly ¥
I oMy, “ Df._
- MW
i A

1
’!‘_. Fiber Optic Bundle
|
ﬂ

. r ]
1Y ] 1
AL g } L‘ﬁ CRO
v - X YPLOTTtR
! JT/ PEN RECORDE ~
— AN— 1
| 100kg
i 1 me |
Microscope objective lens M‘——r// | ,_»Nv»——i f
7_¢j\§»4__J

e

FIGURE 4. Experimental Apparatus for Electrophysiological Recording.




width, and stimulus irradiance was controlled with neutral density filters.
Maximum radiant energy flux at 500 nm, measured with a radiometer at the level
of the preparation, was 2.9 oW cm™2. This was well above the threshold light
intensity for cells R,y (4.3 x 107%W cm~2) and VPN (4.1 x 10°7W cm~3) deter-
mined by Andresen and Brown (1979). An electrouically-driven shutter was used
to control light stimulus duration, which was normally 10-30 s.

The photoresponse elicited by a light flash in Aplysia ERP cells
(Figure 5) was a transient negative-going (hyperpolarizing) voltage change.
In the usual experimental paradigm, several photoresponses were elicited to
establish repeatability and obtain an initial response in normal artificial
sea water (NASW). Next, perfusion with a test solution containing a drug
such as DFP was begun. The preparation was perfused with test solution for
20 minutes to allow the RMP to stabilize and the photoresponse to recover.
Another light flash was performed to elicit a test photoresponse. Then,
perfusion was switched back to NASW to wash out the drug, which took from
20-30 minutes. After the RMP restabilized, a third photoresponse was
elicited to demonstrate recovery. The maximum amplitudes of the photore-
sponses, in mV, were measured. Photoresponses normally recovered completely
after washout of all drugs except ouabain. When the photoresponse did not
recover, the cell always showed other signs of deterioration, such as lowered
RMP and membrane resistance. 1If rue recovery photoresponse was more than 30
percent smaller than the initial response, the cell was assumed to be dete-
riorating irreversibly. Data from such cells were rejected. Cell VPN sponta-
neously generated action potentials, so it was hyperpolarized to a holding
potential below threshold to give a steady spike-free baseline before elic-
iting photoresponses. All cells were polarized to their original RMP or

omV- ——

-50mV ——

I107nv
30 S

FIGURE 5. Photoresponse in Extraretinal Photoreceptor Cell VPN.
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holding potential betore eliciting responses, whatever RMP shift might be
caused by the drugs. The maximum amplitude of the initial photoresponse,
Pi, was averaged with the recovery response, P,, to give a mean baseline

photoresponse,

P, was subtracted from the treatment photoresponse, Py, to give a chauge
in photoresponse, AP, which was divided by P3z and multiplied by 100 to nor-
malize the change for each treatment with each cell, as a percentage:

P, - Pi
AAP = x 100
Pz

Membrane input resistance (Ry) was determined by conventional electrical
methods. Small square pulses of current were injected into the cell and the
resulting changes in membrane potential were measured. Ry was then calculated
using Ohm's Law, Ry = E/I. The reversali potential (ER) for the photoresponse,
which is the potential at which the respornse changes polarity {(from negative
to positive), also was measured. This was done by eliciting photoresponses
from the RMP and from a series of nolding potentials more negative than the
RMP. The photoresponse disappeared at Eg and became positive at holding
potentials more negative than Eg.

All perfusion solutions were in NASW based on the ionic composition of
Aplysia blood reported by Hayes and Pelluet (1947). The composition of
NASW was: NaCl, 475 mM; KOH, 10 mM; MgCl,, 20 mM; MgSO,, 30 mM; CaClZ, 10 mM;
HEPES buffer, 10 mM; and sufficient HCl to adjust the pH to 7.7. Calcium-free
sea water was prepared by substituting 100 mM MgClj, for the CaCl,. Atropine,
d-tubocurarine (curare), carbamylcholine chloride (carbachol), and physo-
stigmine sulfate were obtained from Sigma Chemical Company*, diazepam from
Roche Laboratories*, and DFP from Calbiochem Behring*, K & K Laboratories*,
and Sigma Chemical Company*, Pyridostigmine bromide was obtained from the
US Army Medical Research Institute of Chemical Defense, Pralidoxime chlor-
ide, USP (2-PAM) was a gift from Ayerst Laboratories*, Physostigmine sulfate
was prepared fresh before use due to its instability in solution. Stock soliu-
tions of the other drugs were prepared in NASW. DFP was diluted to a 5 x 10~
stock solution in NASW and stored frozen in 4 ml aliquots until needed. The
drug concentrations used were within a reasonable range for this and similar
preparations (Fossier, Baux, and Tauc, 1983; Apland, 1981; Kuba, et al., 1974).

RESULTS

Basic Light Response

A typical photoresponse in extraretinal photoreceptor cell VPN is shown
in Figure 5. The latency of the response is about 0.5 s. The light remained
on for the 30 s indicated in the tigure. The response is negative-going
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(hyperpolarizing), with a maximum amplitude of about 20 mV trom the KMP of
-50 mV. The mean amplitudes, + S.D., of photoresponses for the three ERP
cells, in mV, were: R, 4.5 % 2.1 (n=16); LPlq, 5.9 2.2 (n=4); VPN,

14 5.6 (n=19).

Eftects of DFP on the Photoresponse

The photoresponse was attenuated consistently by perfusion of the cells
with DFP. The photoresponse shown in Figure 6 is attenuated 37 percent during
perfusion of cell VPN with NASW containing 10"3M DFP. Note that the photo-

A Control

-50mv

B DFP 107*M

-50mv ”T\/—*"'_‘

15 S

C Washout

-50mv

15 S

FIGURE 6. Effects of DFP on Photoresponse and Membrane Resistance. A. Con-
trol response. The three hyperpolarizing (downward-going) voltage
deflections before the photoresponse were responses to (1l nA) cur-
rent pulses. Their amplitude indicated membrane resistance. B.
The amplitude of the photoresponse was attenuated by 37 percent in
the presence of DFP, but membrane resistance was not decreased. C.
Recovery of response after washout of DFP,
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response completely recovers following washout of DFP, despite {ts being an
irreversible AChE inhibitor (Filbert, 1984). An equivalent dose of DFP caused
approximately equivalent inhibition of photoresponse in all three ERP cells.

L':\ For example, the inhibition of photoresponse for a dose of 2 x 10~3M DFP
%::: (mean percent inhibition +S.D.) was: Ry, 46.2 + 18.6 (n=13); LPll, 51.8 ¢
\\$\ 17.4 (n=4); VPN, 41.8 +17.4 (n=24). Constant-current pulses were injected
;‘*: into the cell shown in Figure 6, to measure Ry. Pulses were stopped before
AR eliciting the photoresponses, to ensure that the resulting voltage deflections
would not distort the photoresponse waveforms. DFP did not reduce RpM. These
o ) results suggest that the response attenuation, and the depolarization noted in
jgf Table 2, are not due to a generalized nonspecific resistance decrease which
ffq would shunt membrane current. Therefore, a more specific effect on the photo-
N transduction mechanism is suggested. The effects of DFP and other treatments
. on both photoresponse and membrane resistance are summarized in Table 1.
&
:W.: Effects of DFP on Resting Membrane Potential
g
:“t Application of DFP typically caused the cell membrane to depolarize
o slowly by 5-10 mV and then stabilize over a period of 10-20 minutes (39 of
40 measurements for all cells at 2 x 1073M DFP). A representative experiment
o is shown in Figure 7. Trace A shows a VPN cell which initially was perfused
xj- with normal artificial sea water (NASW). A photoresponse was obtained, and
o then perfusion with 2 x 10°°M DFP in NASW was started (left arrow). The cell
3{' membrane depolarized by about 7 mV and stabilized after 15 min perfusion with
- DFP sea water. The cell was repolarized to its resting potential by current
- injection (right arrow) before a second photoresponse was elicited. The ef-
. j fects of DFP and other treatments on RMP are summarized in Table 2.
-1
§T:3 A possible explanation for the depolarization caused by DFP is that it
o inhibits the electrogenic sodium pump, which is known to make a significant
. contribution to the RMP in cells R, and LPl; (Carpenter and Alving, 1968).
AN Previous reports (e.g., Jovic, et al., 1971) have shown that OPs inhibit
j{{- the sodium, potassium-ATPase. A test for inhibition of the sodium pump by
N DFP is to treat the cells with 10-3M ouabain, which completely and irrevers-
'1& ibly blocks the pump, causing the cell membrane to depolarize, and then to
"”: reset the cell to the original RMP by injection of current. When the cell
subsequently is perfused with DFP, if it depolarizes as usual from set point,
A the depolarization cannot have been caused by inhibition of the sodium pump.
T . ; . . . .
. Such an experiment is shown in Figure 7B, The cell was perfused with sea
:3} water containing 10'3M ouabain to block the sodium pump and the membrane
,Cji potential was reset to the original RMP by current injection (not shown).
*Q.: A photoresponse was elicited in ouabain sea water at the beginuning of trace
B, and then perfusion with DFP in ouabaln sea water was begun at the left
Y arrow. The cell membrane depolarized as it had in NASW (trace A). The de-
:;: polarization in trace B could not have been caused by inhibition of the
‘N (already inhibited) sodium pump. The cell membrane was repolarized to the
}ﬁ} original set point by current injection (right arrow) and a second photore-
,{&: spouse was elicited. The depolarization shown in trace B was somewhat less
than that in trace A, perhaps because membrane resistance was reduced by per-
';3. fusion with ouabain. Note that the attenuation of photoresponse by DFP was
Y
N
{j 13
N




-
-

X

I’

2
A Control

NASW DFP 2x10°3M

t
) -s0omv

e — 10mvV —
1858 168

LTy
k)
.‘j B 10°*M Ouabain
N

; Ozabain 1073M
Dusbhain
+DFP 2x10°3M

,(.') -50mVv W ‘\_—U_I,\’_—————

" — 1omv =
%, 208 | 208

FIGURE 7. Effects of DFP and Ouabain on Resting Membrane Potential and Photo-

:ﬂ response. A. Control record. The cell membrane depolarized after
e application of DFP (left arrow). Current was injected (right ar-
;\ row) to repolarize the membrane. B. Record obtained during per-
N fusion of the cell with ouabain, with the sodium pump fully inni-

bited. Perfusion with DFP in ouabain sea water was begun at the
. left arrow, and the cell membrane depolarized as it had in trace
o A. Current was injected (right arrow) to repolarize the membrane.

about 50 percent in both NASW and in ouabain sea water. The cell membrane
depolarized when exposed to DFP in ouabain sea water in three of four cells
studied. These data do not support the hypothesis that the depolarization
of membrane potential caused by DFP results from inhibition of the sodium
pump.
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Effects gi DFP on the Reveggik Eg;ential

The fact that the membrane potential depolarizes in the presence of DFP
suggests that an ionic redistribution may be taking place. Such a redistri-
bution would be expected if DFP caused a nonspecific increase in conductance
of all ion channels, and might be expressed as a change in reversal potential
for the photoresponse. Eg for the photoresponse is normally around -80 mV
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:2 (Andresen and Brown, 1982). A reversal potential in this range is expected
) for a process causing increased potassium conductance, since it is close to
H p
A the equilibrium potential for potassium (-83 mV in cells Ry and LPl]). To
. test for the possibility of an ionic redistribution in the presence of DFP,
A reversal potentials for the photoresponse were measured in a VPN cell in both
.t{ NASW and in sea water containing DFP (Figure 8). Epg almost was identical
A:} under both conditions, suggesting that no significant ionic shifts had taken
j place. These results support the conclusion that DFP does not cause a non-
" specific increase in R, and suggest that the effect may be more specific to
oy the phototransduction mechanism.
3
N
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FIGURE 8. Effects or DFP on the Reversal Potential. The reversal potential

for the photoresponse essentially was identical in normal sea water
(81 mV) and in sea water containing 10 M DFP (80 mV).
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Effects of Physostigmine and Pyridostigmine

Since physostigmine, a reversible carbamate-type AChE inhibitor, pro-
tects against the effects of organophosphates (Albuquerque et al., 1984),
it was of interest to investigate the effects of this drug on ERP cells. In
all six cell studies, physostigmine, at a dose of 5 x 107 °M, attenuated the
photoresponse in the same way that DFP did (Figure 9). Trace B shows that
5 x 1073M physostigmine attenuated the photoresponse to less than half that
in NASW, Lixke DFP, physostigmine caused the membrane potential to depolarize
slowly and then stabilize during a 10-20 minute period (not shown). However,
; a significant difference between DFP and physostigmine is that the carbamate
also decreased membrane resistance nearly as much as it did the photoresponse
N (trace B). This result suggests that physostigmine may attenuate the photo-
A response by a different mechanism than does DFP. Nonetheless, dose-response

relationshirs for the two drugs (Figure 10) resemble one another. Data for

s 2 2 s A K

& A Control
-50mv T_F-\/'—~
. 110mv
15 §

B PHYSx107M

'h
) -5OmVT—Iv4—-—
; s
R
) C Washout
.‘- -SOmV—rr\/’\_
\. v
: 15s
)
LS
:? FIGURE 9. Effects of Physostigmine (PHY) on Photoresponse and Membrane Re-
s sistance. A. Control response. B. Physostigmine attenuated
both photoresponse (62 percent) and membrane resistance (47 per-
; cent), C. Recovery upon washout of PHY.
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all cells were pooled and averaged for each dose since response inhibition

S
' was about the same for all three ERP cells. The dose-response relationships
)5~ for inhibition of photoresponse by the two drugs appeared to have similar
slopes, but physostigmine was less potent,
- The effects of another carbamate AChE inhibitor pyridostigmine are
e shown in Figure 11. This drug did not consistently attenuate either photo-
"': response or membrane resistance at concentrations equal to or greater than
e those used for physostigmine (n=4). This lot of pyridostigmine was tested
o9 for inhibition of red blood cell acetylcholinesterase and proved to be as
s potent as physostigmine. As frequently happened with this drug, the photo-
':ﬁ response and membrane resistance actually were increased by a small amount.
o Pyridostigmine, unlike DFP and physostigmine, did not depolarize consistently
o
[ A
o
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WY FIGURE 10. Dose-response Relationships for Attenuation of Photoresponse
by DFP and Paysostigmine. Data pooled and averaged.
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the cell membrane. Pyridostigmine, at three different concentrations in two
cells, did not prevent the attenuation of photoresponse caused by 2 x 10'3M
DFP. In Figure 12, trace B shows that DFP alone attenuated the photoresponse
by about half. Pyridostigmine (trace D) at a concentration of IO'JM, had no
apparent effect. In trace E, DFP (2 x 10*3M) in the presence of pyridostig-
mine attenuated the photoresponse as much as DFP alone (trace B). So, in this

system pyridostigmine does not appear to be an effective pretreatment drug
to counteract the effects of DFP.
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Effects Q£ Carbachol
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Since DFP and physostigmine are AChE inhibitors, their effects migit be
due to buildup of ACh at synapses on ERP cells (or on other cells which, in

A Control

-50mV -r'—-\/_,-'\‘

. “10mv
!

. 15§

. B evrsxiom
-SOMVTI“\/./‘

15§

oMo

- C Washout

. -50mv Tﬂ'\//——~‘
K "

B

155

. FIGURE 11. Effects of Pyridostigmine (PYR) on Photoresponse and Membrane

Resistance. A. Control response. B. PYR did not attenuate

- either photoresponse or membrane resistance. Both were, in
fact, slightly increased (by 20 percent and 9 percent, respec-
tively). C. Response after washout of PYR.
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FIGURE 12, Pyridostigmine (PYR) did not Block the Attenuation of Photo-
response Caused by DFP. A. Control photorespose. B, DFP
attenuated the photoresponse by 5Z percent, without modifying
membrane resistance., C. Control photoresponse. D. PYR did
not modify photoresponse amplitude or membrane resistance.

E. DFP caused an attenuation of photoresponse in the presence

of PYR which was equivalent to that without PYR. F., Recovery
after washout of drugs.

turn, impinge on ERP cells). Application of cholinergic drugs might be ex-
pected to mimic the effects of DFP and physostigmine. Consequently carbachol,
an analog of ACh which is not hydrolyzed by AChE, was applied to VPN cells
(Figure 13). Bath application of the drug (trace B) resulted in the expected
resistance decrease and a hyperpolarization which peaked quickly and then set-
tled to a plateau level between the peak hyperpolarization and the RMP., Both
photoresponse and membrane resistance were attenuated. Similar results were
obtained in all three cells studied. These results resemble the action of
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physostigmine, but not of DFP. On the other hand, DFP and physostigmine de-
polarize the cell membrane, whereas carbachol causes a hyperpolarization. The
. data suggest that DFP and physostigmine exert their actions by some mechanism

I

v other than simple inhibition of AChE.

E o

* A Control

-

[) -SOMVW

>

N I
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‘ ~ I 10 mv
15 §

.

B * Carbachol 10™°M

b

-5ova

5 ‘4
N P

15 *

C Washout

- -50mv
/

[

15 S

FIGURE 13. Effects of Carbachol on Resting Membrane Potential, Photore-
sponse, and Membrane Resistance. A. Control response. B. Bath
application of carbachol begun at the arrow. Membrane potential

N hyperpolarized to a peak and then settled to a plateau level.

W Membrane potential was reset to the original resting level by cur-

rent injection. Carbachol caused attenuation of both photoresponse

(27 percent) and membrane resistance (28 percent). C, Recovery
f upon washout of carbachol.
- £ffects of Cholinergic Blocking Drugs
g o~ ing
4
b Both atropine and curare block responses associated with activation of

ACh receptors. These drugs have been labeled as ACh receptor blockers even

- though they actually may block ilonic channels associated with the receptors
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(Carpenter, Swann, and Yarowsky, 1977; Slater and Carpenter, 1982). The ef-
fects of these drugs on the photoresponse in ERP cells were evaluated, as

were their effects on the attenuation of photoresponse caused by DFP. Neither
curare alone (eight cells, see Figure 14) nor atropine alone at concentrations
less than 5 x 107°M (1l cells, see Figure 15) nor atropine in combination with
curare (two cells, see Figure 16) caused any consistent attenuation of the
photoresponse, although curare by itself occasionally accentuated the photo-
response by as much as 15 percent.

A NASW

-50mV

—

25 S I10mv

B Curare 103M

-50mV

30 S

C Washout

-50mV

—

30 S

FIGURE 14, Curare Alone did not Depress the Photoresponse. A. Control photo-
response. B. Response in the presence of curare. C. Response
after washout of curare.
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FLGURE 15. Atropine did not Affect the Photoresponse. A. Cont
sponse, B. Response in the presence of atropine.
of washout of arropine.

Curare, in all three cells studied, also tailed to prevent

uation ot photoresponse caused by DFP when perfused before and then during
caused a 49 percent attenuation
Trace C represents a control response following

in the presence of both curare and DFP

So, curare did not provide any signifi-

the application of DFP (Figure 17). DFP alone
ot the response (trace B).
washout. The response in trace b,
was nearly the same as in trace B.
cant protection from the action of DFP.
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IS FIGURE 16. Curare and Atropine in Combination did not Affect the Photore-
- sponse. A. Control response. B. Response in the presence of
- curare and atropine. C. Response atter washout of drugs.
ji Atropine, however, decreased the attenuation of photoresponse caused by
o DFP in alil six cells studied (Figure 18). As seen in trace B, DFP reduced
. the photoresponse by about one-half. But in trace E, atropine, when per-
= tused with DFP in equimolar amounts, decreased DFP's attenuation of the re-
;q sponse to only 16 percent from 48 percent. The response was recovered after
- washout. When atropine and curare were combined and perfused with DFP (Fig-
= ure 19), they decreased the photoresponse attenuation caused by DFP. Atropine
" was the efficacious agent in this mixture in all three cells studied. DFP
- caused a 70) percent attenuation of the photoresponse in trace B, The response )
§
~ 23

O e
. PR N AR IIAS

Sl e VAR P PR
. LSRR W R T W T T W VO T Wy Ty VT




L. e A . Lam ad ay v o v Loh ek aid ale alh aih agd oid-gllh oibi- kAL ale- o e

X
oy
0
“
o
¥
B
k3
hqi
[A¥
L A Control B DFP 103M
d
ey -50mV
'\. 49%
]
2l b~
278 Ilomv 28 8
&
;g
1
L C Control D Curare 10°3M
N
-50mvVv
v.
[ : 5
w
o 258 .
_i 25 8
1 1-
Curare 103M
i E DFP  10:M F  Washout
X 40%
x}( ‘50mv
::‘ —
28 s —
AL 288
:ﬁ: FIGURE 17. Curare did not Prevent the Attenuation of Photoresponse Caused by
?} DFP. A. Control photoresponse, B. Response was attenuated by
, DFP. C. Later control response. D. Response in the presence of
curare alone was not depressed. E. Kesponse was attenuated, in
L the presence of DFP and curare, to about the same degree as with
- DFP alone. F. Response after washout of drugs.
o
Lo Attenuation was only halt as great (35 percent) when atropine and curare were
perfused with DFP (trace D). When curare was removed from the mixture leaving
;:{ only atropine and DFP, shown in trace F, the response attenuation was the same
;:} as in trace D, So, it was atropine, not curare, which decreased the eftect ot
.’ DFP on the photoresponse. This evidence reintorces the data presented in Fig-
) ure 17, which showed that curare by itself failed to protect the photoresponse
4 from attenuation by DFP,
? X Atropine was not effective in blocking the eftects ot physostiygmine in
”é' either of two cells studied (Figure 20). Physostigmine alone attenuated both
oy photoresponse and membrane resistance by about half (trace B). Atropine was
\ applied at the same concentration as physostigmine (5 x 10'3M). At this
—_— higher concentration, atropine (trace D) attenuated photoresponse amplitude
)
s
24




a e fa

;'.o"a‘;a v e i
R

a8 |

e LR

BV I

A Control B DFP 10-3M

-50mV

2’5—‘3 I‘OMV 28 8

C Control D Atropine 10*M
2?3 2?8

E Atropine 107°M F Control

+DFP  107M

— 26 S
286 8

FIGURE 8. Atropine Blocked the Attenuation of Photoresponse Caused by DFP.
A. Control response. B. DFP depressed photoresponse by 48 per-
cent . C. Control response. D. Atropine alone had no signif-
icant effect. E, The response was attenuated significantly less
(16 percent) in the presence of DFP plus atropine than in DFP
alone. F, Recovery upon washout of drugs.

and membrane resistance about 25 percent, which was about half as much as had
physostigmine. When physostigmine was added to atropine-containing sea water
(trace E), membrane resistance was attenuated further to half that in atropine
alone (trace D). However, photoresponse amplitude was attenuated still fur-
ther, to about one-fourth that in atropine alone, suggesting a possible syn-
ergistic effect. At any rate, atropine definitely did not block the effects
of physostigmine.

Atropine also was ineffective in blocking the effects of carbachol in one
cell (Figure 21). The drugs, when applied alone at 10°%M concentration
(trace B), caused an attenuation of photoresponse of about half, and a smaller
decrease in membrane resistance. Atropine alone (trace D) did not decrease
photoresponse amplitude. Carbachol, when added in equimolar concentration to
sea water contalining atropine, reduced photoresponse and membrane resistance
by half (trace E), compared to those parameters in atropine alone,
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— —

30 8§ 308

E Atropine 10‘33 M
DFP  2x107°M F Control

FIGURE 19. Atropine, but not Curare, Greatly Decreased the Attenuation of
Photoresponse Caused by DFP. A. Control photoresponse, B. DFP
greatly attenuated the response. C. Control response. D. Re-
sponse attenuation was only half as great in DFP plus atropine and
curare. E. Response attenuation was the same in DFP plus atropine
as it was in DFP plus atropine and curare. F. Recovery after

washout of drugs.

Effects of Calcium—Fggg Sea Water

Since DFP and physostigmine are AChE inhibitors, their ability to atten-
uate the photoresponse in ERP cells may be synaptically (perhaps polysynap-
tically mediated). In that case, perfusing the cells with calcium-free high-
magnesium sea water, which blocks neurotransmitter release, should prevent
accumulation of ACh or other transmitters at receptor sites, and therefore
prevent the attenuation of photoresponse. The photoresponse would not be
blocked completely by calcium-free sea water, even though it is a calcium-
mediated process, because it depends primarily on the release of intracel-
lular calcium. The results of such an experiment are shown in Figure 22.
Both cells tested gave nearly identical results. UFP (1077M) depressed the
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FIGURE 20, Atropine did not Block the Attenuation of Photoresponse and Mem-
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photoresponse by 37 percent (trace B). Both photoresponse and membrane re-
sistance were decreased by about half in calcium-free sea water (trace D).
When DFP (2 x 10'3M) was added to calcium-free sea water (trace E), the photo-
response, but not membrane resistance, was reduced further by about half. So,
blocking transmitter release did not block the attenuation of photoresponse
Calcium-free sea water also failed to prevent the actions of physo-
stigmine on photoresponse and membrane resistance in one cell tested.

brane Resistance Caused by Physostigmine (PHY). A. Control re-
sponse. B. Physostigmine attenuated both photoresponse (55 per-
cent) and membrane resistance (53 percent). C. Control response.
D. Atropine at this concentration somewhat attenuated photore-
sponse (26 percent) and membrane resistance (23 percent). E. DFP
in the presence of atropine, attenuated both photoresponse (72 per-
cent) and membrane resistance (46 percent), compared to the mea-
surements in atropine alone. F. Recovery upon washout of drugs.
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y FIGURE 21. Atropine did not Block the Attenuation of Photorespouse and Mem-
': brane Resistance Caused by Carbachol. A. Control response., B.
ﬁ carbachol depressed both photoresponse (57 percent) and membrane

) resistance (31 percent). C. Control response. D. Atropine
caused only a small (14 percent) decrease in photoresponse. E.
carbachol, in the presence of atropine, attenuated photoresponse

J (50 percent) and membrane resistance (47 percent) compared to
M measurements in atropine alone, F. Recovery upon washout of
! drugs.

Dose-Dependent Effects of Various Treatments on Photoresponse, Membrane
Resistance, and Resting Membrane Potential

Table 1 shows a variety of dose-dependent effects of various treatments
on photoresponse and membrane resistance. Note that atropine is the only
. treatment which blocks the attenuation of photoresponse caused by DFP. Also,
DFP is the only drug whose action is blocked by atropine. Dosages selected
were those for which the most data were available,

[ QI B B 3
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FIGURE 22. Calcium-free, High-magnesium Sea Water did not Prevent Attenuation
of Photoresponse by DFP. A. Control response. B. DFP attenuated
the photoresponse (37 percent), but caused a small (15 percent)

) increase in membrane resistance. C. Control response. D. Cal-

it cium-free sea water attenuated both photoresponse (45 percent) and
membrane resistance (52 percent). E. DFP, in calcium-free sea
water, attenuated the photorespons-. (52 percent) and slightly in-
creased membrane resistance (7 percent) compared to measurements in
calcium-free sea water. F. Recovery upon return to normal sea
water without DFP.

oY

The various drugs also had a variety of dose-dependent effects on the
resting membrane potential (RMP) of the ERP cells (Table 2). The doses
selected for inclusion in this table were those for which the most experi-
mental data were available for all three ERP cells. DFP, physostigmine, and
atropine consistently caused dose-dependent depolarization of up to 18 mV in
all cells. Curare, alone or in combination with atropine, caused a hyper-

polarization of up to 20 mV. DFP caused a depolarization when mixed with any
of the above drugs.
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TABLE |
EFFECTS OF TREATMENTS ON PERCENT CHANGE IN PHOTORESPONSE (Z4AP) AND
PERCENT CHANGE I[N MEMBRANE RES1STANCE (ZAKPQ IN EXTRARETINAL

PHOTORECEPTOR CELLS (SELECTED DOSES)

Treatment Dose (M) 0 Mcan 7 #PASE n Mean ZARMASE
DFP 10-3 18 -38.1 £5.9 6 4.9 4 8.8
2 x 10-3 26 -47.6 t 1.4 2 6.1 +10.5
5 x 103 5 -77.8 1 3.2 1 -5.9
Physostigmine 5 x 1074 l -60 l -64.6
5 x 1073 5 -53.1 1 2.5 3 46.5 1 3.3
Pyridostigmine 5 x 1073 3 10.1 7.7 3 5.2 £7.3
1072 i -1.8 i 7.1
Carbachol 1074 3 —49.6 + 117 | 2 -29.5 + 1.6
Atropine o3 5 +10 % 4.5 2 ~9.7 +1.5
2 x 1073 2 +0.3 t 8.9 2 -12.5 % 8.5
5 x 1073 2 -26.9 + 10.2 2 -23,7 +5.8
Atropine 10-3 2 -16.4 + 0.35 1 +8.9
+ DFP 1073
Atropine 2 x 1073 2 0 £ 12.5 2 24.8 16,5
+ OFP 2 x 1073
Atropine 5x 1073 | 2 -76.1 * 3.9 2 -37.1 +9.]
+ Physostigmine 5 x lO.3
Atropine + 5 x 1073 1 0 L 7.5
Pyridostigmine 5 x 1073
Atropine 10:2 t =50 1 -46.8
+ Carbachol 10
Calcium-free 4 -49,35 £ 5.8 3 35.4 % 10.3
Calcium-tree 2 X 10_3 1 i =52.2 1 +/.1
+ DEP {
Ouabain 1073 2 ~27.8 4 5.6 | 2 -36.1 +5.4
Ouabain + DFP -3 2 -5/.8 1 2.2 1 ~16.7
-3 ‘
Ouabain + DFP 1073 1 ~66.7 1 +29.3
2 x 1073
Ouabain 10°3 1 ~55.6 1 -33
+ Physostigmine 5 x 1073
30
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TABLE 2

EFFECTS OF TREATMENTS ON RESTING MEMBRANE POTENTIAL ( ARMP)
LN EXTRARETINAL PHOTORECEPTOR CELLS (SELECTED DOSES)

Direction

Mean

Treatment Dose of ARMP n ARMP (V) Range (mV)
DFP 2 x 10-3 Depolarization 40 6.9 | 0-17
5 x 10-3 Depolarization 7 8.9 2-14
Physostigmine X 10'3 Depolarization 2 4 2-6
5 x 1073 Depolarization 5 13.2 5-18
Pyridostigmine 5 x 1073 I Hyperpolarization 4 0.5 -5 to +
Carbachol IO-A Hyperpolarization
Peak 3 -13 -6 to -21
Plateau 3 -6.5 -3.5 to ~10
Atropine 2 x 10:; Depolarization 2 7.5 7-8
5 x 10 Depolarization 4 10.5 7-15
Atropine 2 x 10-3 Hyperpol-rization 2 -6.5 -6 to -7
+ DFP 2 x 10-3
Atropine 5 x 10-3 2 0 -2 to +2
+ Physostigmine| 5 x 10-3
Atropine -4 Hyperpolarization
+ Carhachol 0-4
Peax 1 =-5.5
Platceau 1 0
Curare 10-4 Hyperpolarization 8 -8.2 -3 to -14
Curare 10-3 Depolarization 5 3.6 2 to -10
+ DFP 2 x 1u-3
Calcium~-free Depolarization 4 12.8 12 to 14
Calcium~tree Deponlavization 1 4
+ LFP 103
Ouabain 073 Depolarization 5 4.6 8 to 20
Ouabain 10°3 Depolarization 4 7.3 0 to 20
+ DFP -3
Ouabain 10=-3 Depolarization 1 5
+ DFP 2 x 1n73
Ouabain 10 =3 Depolarization 1 /
+ Physostigmine! 5 x to-3

3]




DISCUSSION

The attenuation of photoresponse in ERP cells by DFP and physostigmine
was very similar. The dose-response relationships for both drugs appeared
nearly parallel, though physostigmine was somewhat less potent, The cffects
of both drugs were completely reversible upon washout. However, DFP and
physostigmine were strikingly different, in that physostigmine attenuated both
photoresponse and membrane resistance, whereas DFP attenuated only the photo-
response, Also, atropine blocked the effects of DFP, but not those of physo-
stigmine. These results suggest that DFP and physostigmine may be acting by
different mechanisms.

T R Y YW

The complete reversibility of the effects of DFP on photoresponse, fcl-
! lowing washout of the drug, was an unexpected finding. Aplysia neuronal

AChE is inhibited completely and irreversibly by 10~%M DFP (Filbert, 1984),
which is at least two orders of magnitude less than the drug concentrations
used in this study. The conventional interpretation of the action of DFP on
a physiological function is that the effects are due to inhibition of AChE.
Enzyme inhibition would result in buildup of ACh at synapses and subsequent
increased receptor activation. Receptor activation somehow may inhibit the
photoresponse, perhaps by inhibiting activation of potassium channels by cal-
cium, or by inhibiting calcium release or transport to the membrane. Atropine
could depress DFP's effect by blocking receptor activation. However, if at-
tenuation of the photoresponse were due to AChE inhibition, DFP should have
an effect only the first time it is applied. Subsequent applications of DFP
should have no effect since AChE already would be fully and irreversibly in-
hibited unless there is a sequestered store of AChE which is protected from

¥ inhibition by DFP and is released subsequently over a period of time.

Other results indicating that DFP was not acting only by AChE inhibition
were obtained in the present study. Bath application of carbachol, which
would mimic the effects of AChE inhibition, did not produce effects identical
to those of DFP treatment. Carbachol did attenuate the photoresponse, but it
also depressed membrane resistance (DFP did not) and caused hyperpolarization
of the cell membrane (DFP caused depolarization). In addition, the usc of
calcium-free, high-magnesium sea water, which should block transmitter release
and accumulation, did not change DFP's effects. Furthermore, DFP doses of
LOT4M to IO'ZM, which are 2-4 orders of magnitude greater than the dose necded
to inhibit AChE completely and irreversibly, cause dose-dependent, graded at-
tenuation of the photoresponse (Figure 10). These results suggest that the
effects of DFP on the photoresponse in Aplysia ERP cells are due to some
mechanism other than inhibition of AChE.

P i

0f all the drugs tested, only atropine decreased the attenuation of
photoresponse caused by DFP, Preliminary findings with the AChE reactivator,
2-PAM and diazepam, both of which have been used in the treatment of OP tox-
icity, indicate that these drugs have no effect on the photoresponse by them-
selves, and were not effective in blocking DFP's effects upon the photore-
sponse. The same is true of pyridostigmine, which is a proposed pretreatment
drug. Curare was used since it blocks the hyperpolarizing chloride conduct-

a4 ¢t & v u
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ance increase in response to application of ACh and other neurotransmitters in
Aplysia cells (Kehoe, 1972; Carpenter, Swann, and Yarowsky, 1977). The

ERP cells all have hyperpolarizing responses to ACh, Since curare blocks such
responses, it was thought that it might block the photoresponse. But it did
not, nor did it block DFP's effect on the photoresponse. Un the other hand,
available evidence indicates that atropine blocks only the depolarizing sodium
response to ACh (Kehoe, 1972), which is not believed to be present in ERP
cells. [t was used because it is one or the specific treatments for OP tox-
icity, and it was effective in decreasing DFP's attenuation of the photore-
sponse.

The photoresponse in Aplysia ERP cells is dependent upon activation
of potassium channels, and the AChE inhibitors may directly inhibit the cal-
cium-activated potassium channels which mediate the light response. Such an
action would net be without precedent. Fossier, Baux, and Tauc (1983) re-
ported that responses to iontophoretic application of both ACh and carbachol
were increased after inhibition of AChE by OPs. Since carbachol is not hy-
drolyzed by AChE, the increase in responses could not result from AChE inhi-
bition alone. A direct action on ion channels was inferred. Fossier, Tauc,
and Baux (1983) found that oximes at high concentrations, which inhibited AChE
as did OPs, also inhibited & voltage-dependent sodium conductance in Aplysia
neurons. It is possible that DFP directly blocks the calcium-activated potas-
sium cnannels or calcium release or transport. The fact that the reversai
potential for the photoresponse aoes not change in tne presence ot DFP indi-
cates that the drug has a specific action on a type of channel associated with
the phototransduction mechanism, rather thsin a nonspecific action on all chan-
nels, rurther evidence for this point is the fact that DFP did not change the
membrane resistance of ERP cells. Uepression of DFP's action by atropine,
which has been considered to be a blocker of receptor-activated channels
(Slater and Carpenter, 1982), suggests that atropine may be preventing the
access ot DFP to its sites of action.

The possibility that both DFP and phvsostiymine may act directiy on ion
channels suggested further by the work of Albuquerque et al, (198%),
These authors have shown that physostigmine appears to block the ionic chan-
nel associated with the ACh receptor in the frog neuromuscular junction. The
authors also demonstrated that pyridestigmine interacts with the ACh receptor
as a weak agonist which can cause deseusitization. A difference in mechanism
of action between physostigmine and pyridostigmine also was found in the pres-
ent study, since physostigmine accentuated both photoresponse and membrane
resistance, and pyridostigmine did not.

Druys also have a variety of effects on the RMP of ERP cells. The action
of ACh on all the cells is hyperpolarizing, as demonstrated by bath applica-
tion of carbachol (Figure 11). 5o DFP and physostigmine, which inhibit AChk
and cause accumulation of ACh, should hyperpolarize the cells. Instead, they
depolarize them., Desensitization to ACh might e¢xplain a decay of hyperpolar-
ization after a prolonged period, but not depolarization. Curare, which
blocks the hyperpolarizing chlorice responses to ACh, should depolarize the
cells if no other systems are active, Instead, curare hyperpolarizes the
cells. Atropine, which blocks the depolarizing sodium response (though this
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type of response to ACh is not thought to be present in these cells), might be
cxpected to hyperpolarize the cells. Instead, it depolarizes them. One pos-—
sibility is that DFP and similar drugs depolarize ERP cells by blocking the
elecrcrogenic sodium pump. However, the results obtained with ouabain in this
study (Figure 7) do not support this mechanism.

CONCLUSIONS

l. The AChE inhibitors DFP and physostigmine consistently attenuated the
photoresponse in Aplysia extraretinal photoreceptor cells in the experi-
ments veported here. Atropine blocked the effects of DFP, but not of physo-
stigmine. In addition, physostigmine depressed membrane resistance, whercas
DFP did not. This suggests a more specific action of DFP on the photoresponse.

2. The photoresponse attenuation was reversed completely upon washout of
both drugs. AChE activity would be expected to be completely and irreversibly
inhibited at DFP concentrations much lower than those used in this study.

Yet, graded effects on the photoresponse were obtained with several doses of
DFP above the threshold for AChE inhibition, Calcium-free sea water did not
block the effects of DFP and physostigmine, and the effects of these drugs and
carbachol were dissimilar. These-results suggest that DFP attenuates the pho-
toresponse by a mechanism other than AChE inhibition and accumulation of ACh.

3. Several drugs which have been used in the treatment of organophos-
phite intoxication were tested in this study. Preliminary evidence indicates
that diazepam and the AChE reactivator 2-PAM did not prevent the attenuation
of photoresponse caused by DFP. The proposed pretreatment drug pyridostigmine
also failed to prevent DFP's effects. Atropine was the only drug tested which
blocked the attenuation of photoresponse caused by DFP.

4, The fact that atropine blocked the attenuation of photoresponse by
DFP suggests that ACh accumulation at receptor sites might be involved in the
photoresponse attenuation. However, atropine instead may be preventing access
of DFP to its site of action. Various lines of evidence suggest that DFP may
act directly on ion chanunels. The fact that DFP changes neither membrane re-
sistance nor the reversal potential of the photoresponse suggests that its
action is assgociated specifically on ion channels with the photoresponse.

5. The photoresponse of ERP cells is similar to that in rod outer seg-
ments, particularly in the release of calcium from intracellular organelles
and « subsequent action of the intracellular messenger on plasma membrane ion
channels., The results reported here point to the exciting possibility that
organophosphates may have a direct effect on retinal photoreceptors, atten-
uating their photoresponse.
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LIST OF MANUFACTURERS

Ayerst Laboratories
685 3rd Avenue, Dept. TR
New York, NY 10017

Calbiochem Behring
P.O. Box 12087
San Diego, CA 92112

K & K Laboratories
121 Express Street
Plainview, NY 11803

Marinus, Inc.
P.O. Box 8.098
West Chester, CA 90083

Pacific Biomarine Laboratories,
P.0O. Box 536

Venice, CA 90294

Roche Laboratories
340~J Kingsland St,
Nutley, NJ 07110

Sigma Chemical Company
P.0. Box 14508
St. Louis, MO 63178

RO I
LR R
<+

. R
'r‘f‘f-§*¢T¢

Inc.

38

N \."\.‘ oy

W

vvvvv it ath add A add ‘and oAl add odet ol as et

C P PO P
I PR

W N M Y™
S N,ﬂ

L) e}

'}-." N

L N N N
SN N
"




Hadie s oL A E- e o hn - fac hh . mat da. bt bl iie gav bot g, g Jllad A At et " il et e a t )
Wy TTEINETUNTLATUONTOR TN TLEYLN O A iav i dhet Anat ekt Hlait Bak ok Sas Sy ot Aag B p A a4 Sl SElas

b

*3} INITIAL DISTRIBUTION
x'\ Commander Commander
. US Army Natick Research and Man-Machine Integration System
- Development Center Code 602
Zj{ ATTN: Documents Librarian Naval Air Development Center
WY Natick, MA 01760 Warminster, PA 18974
*;. Commander Naval Air Development Center
i US Army Rescearch Institute of Technical Information Division
e Environmental Medicine Technical Support Detachment
;& Natick, MA 01760 Warminster, PA 18974
Naval Submarine Medical Rese-.ch Commander
'\f Laboratory Naval Air Development Center
b, Medical Library, Naval Sub Base ATTN: Code 6021 (Mr. Brindle)
;\j Box 900 Warminster, PA 18974
- Groton, CT 06340
' Dr. E. Hendler
" US Army Avionics Research and Human Factors Applications, Inc.
= Development Activity 295 West Street Road
o ATTN: SAVAA-P-TP Warminster, PA 18974
. Fort Monmouth, NJ 07703-5401
- C.mmanding Officer
" Commander/Director Naval Medical Research and
) US Army Combat Surveillance and Development Command
;‘ Target Acquisition Laboratory National Naval Medical Center
By ATTN: DELCS-D Bethesda, MD 20014
o Frt Monmouth, NJ 07703~530¢
. Under Secretary of Defense for
‘ US Army Research and D:.velopment Research and Engineering
e Support Activity ATTN: Military Assistant for
g Fort Monmouth, NJ 07703 Medical and Life Sciences
jﬁ Washington, DC 20301
j{ Commander
f: 10th Medical Laboratory Director
ATTN: Audiologist Army Audiology and Speech Center
- APO New York 09180 Walter Reed Army Medical Center
oL Washington, DC 20307-5001
o Chief, Benet Weapons Laboratory
- LCWSL, USA ARRADCOM. COL Franklin H. Top, Jr., MD
‘s ATTN: DRDAR-LCB-TL Walter Reed Army Institute
_ Watervliet Arsenal, NY 12189 of Research
T Washington, DC 20307-5100
{;2 Commander
) Naval Air Development Center Commander
XN Biophysics Lab (ATTN: G. Kydd) US Army Institute of Dental Research
s Code 60B1 Walter Reed Army Medical Center
. Warminster, PA 18974 Washington, DC 20307-5300
':d
\:‘
:f' 39
poh
=
¢
' . e maNL . Ca e W N o ut N Nt e e .
RGN TR ey " iotne » "" R N




T R e TR

HQ DA (DASG-PSP-0)

Washington, DC 20310

Command
Air 950D°

Naval Air Systems
Technical Library
Rm 278, Jefferson Plaza Il
Department of the Navy
Washington, DC 20361

Naval Research Laboratory Library
Code 1433
Washington, DC 20375

Naval Research Laboratory Library
Shock & Vibration Information Center
Code 5804
Washington, DC 2037°

Harry Diamond Laboratories
ATTN: Tech Information Branch
2800 Powder Mill Road

Adelphi, MD 20783-1197

Director

US Army Human Engineering Laboratory
ATTN: Technical Library

Aberdeen Proving Ground, MD
21005-5001

US Army Materiel Systems
Analysis Agency

ATTN: Reports Processing

Aberdeen Proving Ground, MD

21005-5017

Commander

US Army Test & Evaluation Command
ATT: AMSTE-AD-H

Aberdeen Proving Ground, MD
21005-5055

US Army Ordnance Center
& School Library
Bldg 3071
Aberdeen Proving Ground, MD
21005-5201

Director

US Armv Ballistic Research Laboratory
ATTN: DRXBR-OD-ST Tech Reports
Aberdeen Proving Ground, MD
21005-5066
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US Army Environmental Hygiene
Agency Library

Bldg E2100

Aberdeen Proving Ground, MD 21010

Commander

US Army Medical Research Institute
of Chemical Defense

ATTN: SGRD-UV-AO

Aberdeen Proving Ground, MD

21010-5425

Technical Library

Chemical Research & Development Center
Aberdeen Proving Ground, MD

21010-5423

Commander
US Army Medical Research
& Development Command

ATTN: SGRD-RMS (Mrs. Madigan)
Fort Detrick, Frederick, MD
21701-5012

Commander

US Army Medical Research Institute
of Infectious Diseases
Fort Detrick, Frederick, MD 21701

Commander

US Army Medical Bioengineering
Research & Development Laboratory

ATTN: SGRD-UBZ-I

Fort Detrick, Frederick, MD 21701

Dr. R. Newburgh

Director, Biological Sciences Division

Office of Naval Research

600 North Quincy Street

Arlington, VA 22217

Defense Technical Information Center
Cameron Station
Alexandria, VA 22314

Commander

US Armyv Materiel Command

ATTN: AMCDE-S (CPT Broadwater)
5001 Eisenhower Avenue
Alexandria, VA 22333
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US Armv Foreign Science and
Technology Center

ATTN: MTZ

220 7th Street, NE
Charlottesville, VA 22901-5396
Commandant

US Army Aviation Logistics School
ATTN: ATSQ-TDN

Fort Eustis, VA 23604

Director, Applied Technology Lab
USARTL-AVSCOM

ATTN: Librarv,
Fort Eustis, VA

Bldg 401
23604

US Army Training and
Doctrine Command
ATTN: ATCD-2ZX

Fort Moaroe, VA 23651

US Army Training and
Doctrine Command

ATTN: Surgeon

Fort Monroe, VA 23651-5000

Structuras Laboratory Library
USARTL-AVSCOM
NASA Langley Research Center
Mail Stop 266

Hampton, VA 236A°S

Aviation Medicine Clinic
TMC #22, SAAF

Fort Bragg, NC 28305

Naval Aerospace Medical
Institute Library

Bldg 1953, Code 102

Pensacola, FL 32508

US Air Force Armament Development
and Test Center

Eglin Air Force Base, FL 32542

Command Surgeon
US Central Command
MacDill AFB, FL 33608

US Army Missile Command
Redstone Scientific Information Center
ATTN: Documents Section

Redstone Arsenal, AL 35898-5241
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Air University Library
(AUL/LSE)
Maxwell AFB, AL 36112

Commander

US Army Aeromedical Center

Fort Rucker, AL 36362

Commander

US Army Aviation Center & Fort Rucker
ATTN: ATZQ-CDR

Fort Rucker, AL 36362

Directorate of Combat Developments
Bldg 507
Fort Rucker, AL 36362

Directorate of Training Development
Bldg 502

Fort Rucker, AL 36362

Chief

Army Research Institute Field Unit
Fort Rucker, AL 36362

Chief
Human Engineering Labs Field Unit
Fort Rucker, AL 36362

Commander
US Army Safety Center
Fort Rucker, AL 36362

Commander
US Army Aviation Center & Fort Rucker
ATTN: ATZQ-T-ATL

Fort Rucker, AL 36362

US Army Aircraft Development
Test Activity

ATTN: STEBG-MP-QA

Cairns AAF, Ft Rucker, AL 36362
President

US Army Aviation Board

Cairns AAF, Ft Rucker, AL 36362

US Army Research & Technology
Laboratories (AVSCOM)
Propulsion Laboratory MS 302-2
NASA Lewis Research Center
Cleveland, OH 44135
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AFAMRL/HEX
Wright-Patterson AFB, OH 45433

US Air Force Institute of Technology
(AFIT/LDEE)

Bldg 640, Area B

Wright-Patterson AFB, OH 45433

University of Michigan
NASA Center of Excellence
in Man-Syvstems Research

ATTN: J.G. Snyder, Director
Ann Arbe., MI 48109

Henry L. Taylor

Director. Institute of Aviation
Univ of Illinois - Willard Airport
Savoy, IL 61874

John A. Dellinger, MS, ATP
Univ of Illinois - Willard Airport
Savoy, IL 61874

Commander

US Army Aviation Systems Command
ATTN: DRSAV-WS

4300 Goodfellow Blvd

St Louiz, MO 63120-1798

Project Officer

Aviation Life Support Equipment
ATTN: AMCPO-ALSE

4300 Goodfellow Blvd

St Louis, MO 63120-1798

Commander

US Army Aviation Systems Command
ATTN: SGRD-UAX-AL (MAJ Lacy)
Bldg 105, 4300 Goodfellow Blvd
St Louis, MO 63120

Commander

US Army Aviation Systems Command
ATTN: DRSAV-ED

4300 Goodfellow Blvd

St Louis, MO 63120

US Army Aviation Systems Command
Library & Info Center Branch
ATTN: DRSAV-DIL

4300 Goodfellow Blvd

St Louis, MO 63120

Commanding Officer

Naval Biodynamics Laboratory
P.0. Box 24907
New Orleans, LA 70189

Federal Aviation Administration
Civil Aeromedical Institute
CAMI Library AAC 64Dl

P.0. Box 25082
Oklahoma City, OK 73125

US Army Field Artillery School

ATTN: Library

Snow Hall, Room l&

Fort Sill, OK 73503

Commander

US Army Acadenmy of Health Sciences
ATTN: Library

Fort Sam Houston, TX 78234
Commander

US Army Health Services Command
ATTN: HSOP-SO

Fort Sam Houston, TX 78234-6000
Commander

US Army Institute of Surgical Research
ATTN: SGRD-USM (Jan Duke)

Fort Sam Houston, TX 78234-6200

Director of Professional Services
AFMSC/GSP

Brooks Air Force Base, TX 78235
US Air Force School

of Aerospace Medicine

Strughold Aeromedical Library
Documents Section, USAFSAM/TSK-4
Brooks Air Force Base, TX 78235

US Army Dugway Proving Ground
Technical Library

Bldg 5330
Dugway, UT 84022
Dr. Diane Damos

Department of Human Factors
ISSM, USC
Los Angeles, CA 90089-0021
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US Army Yuma Proving Ground
Technical Library
Yuma, AZ 85364

US Army White Sands Missile Range
Technical Library Division
White Sands Missile Range, NM 88002

US Air Force Flight Test Center

? ; Technical Library, Stop 238

"-V .

Siih Edwards Air Force Base, CA 93523

B :Ci

'QP“ US Army Aviation Engineering

' Flight Activity

, ATTN: SAVTE-M (Tech Lib) Stop 217

W Edwards AFB, CA 93523-5000

.‘:'..:

ALY Commander

o Code 3431

P Naval Weapons Center

. China Lake, CA 93555

-2,

,jj US Army Combat Developments

iyt Experimental Center

roe Technical Information Center

) Bldg 2925

ﬁ@ Fort Ord, CA 93941-5000

h

100 Aeromechanics Laboratory

)Fd US Army Research

;dh & Technical Laboratories

) Ames Research Center, M/S 215-1

if; Moffett Field, CA 94035

1) ."

: Commander

el Letterman Army Institute of Research

%&E ATTN: Medical Research Library
Presidio of San Francisco, CA 94129

3%

b : Sixth US Army

e ATTN: SMA

,*: Presidio of San Francisco, CA 94129

Y |

_— Director

o Naval Biosciences Laboratory

};f Naval Supply Center, Bldg 844

i Oakland, CA 94625
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USDAO-AMLO, US Embassy
Box 36
FPO New York 09510

Scaff Officer, Aerospace Medicine
RAF Staff, British Embassy

3100 Massachusetts Avenue, NW
Washington, DC 20008

Canadian Society of Aviation Medicine
c¢/o Academy of Medicine, Toronto
ATTN: Ms. Carmen King

288 Bloor Street West

Toronto, Ontario M55 1V8

Canadian Airline Pilot's Association
MAJ J. Soutendam (Retired)

1300 Steeles Avenue East

Brampton, Ontario, L6T 1lA2

Canadian Forces Medical Liaison Officer
Canadian Defence Liaison Staff

2450 Massachusetts Avenue, NW
Washington, DC 20008

Commanding Officer
404 Squadron CFB Greenwood
Greenwood, Nova Scotia BOP 1NO

Officer Commanding
School of Operational

& Aerospace Medicine
DCIEM, P.0O. Box 2000
1133 Sheppard Avenue West
Downsview, Ontario M3M 3B9

National Defence Headquarters
101 Colonel By Drive

ATTN: DPM '

Ottowa, Ontario KIlA OK2

Commanding Officer
Headquarters, RAAF Base
POINT COOK VIC 3029
Augtralia
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Canadian Army Liaison Office
Bldg 602
Fort Rucker, AL 36362

Netherlands Army Liaison Office
Bldg 602 '
Fort Ru-~ker, AL 36362

German Army Liaison Office
Bldg 602
Fort Rucker, AL 36362

British Army Liaison Office
Bldg 602
Fort Rucker, AL 36362

French Army Liaison Office

Bldg 602
Fort Rucker, AL 36362
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